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DZA6NOSI8 OF jS-THALASSEMIA USIK6 A MULTIPLEX 
AKPLZFICATION REFRACTORY MDTATZON SYSTEM 



CROSS REFERENCE TO RELATED APPLICATIONS 



This application is related to U.S. application 



5 serial No. 850,703 filed March 13, 1992 entitled «Diagnosis 
of Cystic Fibrosis using Allele Specific Multiplex Polymerase 
Chain Reactions", assigned to the assignee of the present 
application and incorporated by reference in its entirety. 
(Attorney Docket No. CH-0224) 

10 FIELD OF THE ZNVENTZON 

This invention is directed to the diagnosis of |3- 
thalassemia using a novel multiplex amplification refractory 
mutation system. 

BACK6R0DKD OF THE ZHVENTION 

15 Beta thalassemia is a heterogenous genetic disease 

associated with defective expression of jS chain human 
hemoglobin (Hb) • Weatherall, et al.. The Thalassemia 
Syndromes 3rd Ed., (Blackwell, Oxford 1981) • Its distribution 
encompasses the Mediterranean basin including North Africa 

20 and the Middle East, as well as China, India and South-East 
Asia. Kazazian, H.H., Semin Hematol 27: 209 (1990)- More than 
100 mutations have been defined which lead to aberrant 
expression of the /3-globin gene in humans. 

Stamatoyannopoulos, G., et al. , The Molecular Basis of Blood 
25 Disease (W.B. Sauders Co., Philadelphia PA 1987). Of the 
several different types, the IVS-1 nt 1, IVS-1 nt 6, codon 
39, IVS-1 nt 110, IVS-2 nt 1, IVS-2 nt 745 changes are the 
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laost common mutations among Mediterraneans, and account for 
approximately 92% of the ^-thalassemia defects in this area. 
Cao, A., et al. Br. J. Haejnatol 11: 309 (1989). A wide 
variety of strategies and techniques are currently available 
5 to detect mutations. Orkin, et al., Nature 296: 627 (1982); 
Saiki, et al. , N. Engl. J. Med 319: 537 (1988); Losekoot, M., 
et al., Br. J. Haematol. 76 : 269 (1990). However, none 
appear ideal for rapid screening of large nximbers of samples. 
Foremost issues are detection of as many mutations as 
10 possible, cost effectiveness, rapidity and accuracy in 
obtaining the diagnosis, and eventually, the ability to 
handle large numbers of samples by automated methods. 
Methodology should also be simple enough to be utilized in 
clinical leUdoratories . 
15 Analyses of DNA frequently take the form of 

restriction fragment length polymorphism (RFLP) using 
Southern blotting techniques. While this technique has been 
useful, it is relatively slow and only allows for the 
detection of limited number of polymorphic base changes which 
20 either create or destroy a restriction endonuclease 
recognition site. 

In addition, jS-thalassemia has been diagnosed by 
using denaturing gradient gel electrophoresis and direct 
sequencing of PGR amplified genomic DNA. This procedure is 
25 limited by the labor intensive nature of the procedure. 

Thereby increasing cost and decreasing the number of samples 
which can be tested. 

The amplification refractory mutation system is 
another method which has been used to diagnose ^-thalassemia. 
30 Varawalla, et al., Brit. J. of Haematology 28: 242-247 

(1991) . This technique involves PGR primers having allele 
specific 3' nucleotides and corresponding "normal" primers 
having normal 3' nucleotides. In addition, because in some 
cases a single 3' allele specific base does not allow 
35 amplification to proceed, additional mismatches near the 3' 
end of appropriate primers are introduced. This procedure 
was used to screen individually for a number of different /3- 
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thalassemia mutations including IVSl ntlio, IVSl ntl, IVSl 
nt6, codon 29, codon 6, and IVS2 nt 745. However, 
simultaneous detection of multiple mutant alleles has not 
been accomplished. The ability to detect multiple allelic 
5 mutations simultaneously is of utmost importance for the 
detection of as many mutations as possible and for cost 
effectiveness, rapidity and accuracy in obtaining diagnosis. 
Furthermore, the detection of multiple mutant alleles is 
important for the eventual automation of a diagnostic test. 

10 Multiplex PCR is another procedure which has been 

used for the diagnosis of diseases characterized by mutant 
alleles. Multiplex is useful for the simultaneous 
amplification of multiple target sequences permitting 
multiple mutant alleles to be scanned in a single lane of an 

15 agarose gel. This strategy involves appropriate choice of 
primer pairs so that PCR fragments (either normal or mutant) 
are generated of different size which can be easily resolved 
by coH^arison of samples run in parallel lanes. In males, 
deletional forms of X-linked diseases such as Lesch-Nyhan 

20 syndrome and Duchenne muscular dystrophy are immediately 

obvious with this procedure, since missing exons are readily 
apparent in the amplification pattern. (Gibbs, et al.. 
Genomics, 7: 235-244 (1990) ; Chamberlain, et al.. Nucleic 
Acid Research 16: 11141-11156 (1988); Beggs, et al.. Human 

25 Genet. 86: 45-48 (1990). Such a diagnostic tool, effective 
for detecting multiple allelic mutations, quickly and 
accurately, is greatly desired for the detection of 0- 
thalassemia. 

In particular, a cost-effective, simple, rapid test that 
30 specifically detects the five prevalent mutations of the /3- 
globin gene associated with j3-thalassemia would be of major 
benefit, and could be applied to common mutations in other 
population groups as well. 



35 



SUMMARY OF TEE INVENTION 

Methods of diagnosing jS-thalassemia which are 
effective for simultaneously detecting multiple allelic 
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mutations quickly and accurately are provided by the present 
invention. The methods of the present invention comprise the 
steps of obtaining genomic DNA from a patient suspected of 
carrying a genetic mutation characteristic of ^-thalassemia 
and selecting at least two primer sets for detecting at least 
two mutations characteristic of /5-thalassemia. Each primer 
set is comprised of two primer pairs, a first primer pair 

comprising a specific primer for a normal allele, and. a 

second primer pair comprising a specific primer for a mutant 
allele. Each pair further comprises a. common primer. A 
p7l^rase chain reaction is performed in accordance with 
methods of the present invention using said genomic DNA and 
said at least two primer sets whereby primer pairs comprising 
a specific primer for a normal allele are used simultaneously 
15 and primer pairs comprising a specific primer for a mutant 
allele are used simultaneously. Two or more polymerase chain 
reaction products are detected whereby the detection of a 
polymerase chain reaction product of a specific primer for a 
mutant allele indicates the likelihood that said patient 
20 carries a mutation characteristic of the phenotype ^- 

thalassemia. IILSO?®. embodiments of the present invention, 
each spe cif ic primer is' dif f erentiall^^^ In still 

other embodiments of the present invention the genomic DNA 
and all differentially labeled primer sets are used 
25 simultaneously to perform the polymerase chain reaction. 

In another embodiment of the present invention kits 
are provided comprising four dNTPs and at least two primer 
sets selected from the group consisting of 

TVS-l ntl-N TTAAACCTGTCTTGTAACCTTGATACGAAC- (SEQ ID NO: 1), 
30 IVS-1 ntl-M TTAAACCTGTCTTGTAACCTTGATACGAAT (SEQ ID NO: 2), 
and /S-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

IVS-1 nt6-N TCTCCTTAAACCTGTCTTGTAACCTTCATA (SEQ ID NO: 4), 
IVS-1 nt6-M TCTCCTTAAACCTGTCTTGTAACCTTCATA (SEQ ID NO: 5) , 
and 15-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

35 IVS-1 ntllO-N ACCAGCAGCCTAAGGGTGGGAAAATAGTCC (SEQ ID NO: 6) , 
IVS-1 ntllO-M ACCAGCAGCCTAAGGGTGGGAAAATAGTCT (SEQ ID NO: 7), 
and jS-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

Codon 39-N CAGATCCCCAAAGGACTCAAAGAACCTGTG (SEQ ID NO: 8) , 
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Codon 39-M CAGATCCCCAAAGGACTCAAAGAACCTGTA (SEQ ID NO: 9), 
and (3-CTXPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3; and 

IVS-2 nt 1-N AAGAAAACATCAAGGGTCCCATAGACTGAC (SEQ ID NO: 10) , 
IVS-2 nt 1-M AAGAAAACATCAAGGGTCCCATAGACTGAT (SEQ ID NO: 11), 
5 and /3-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3). 

It is therefore an object of the invention to 
provide methods of diagnosing jS-thalassemia . It is a further 
object of the invention to provide kits useful for diagnosing 
^-thalassemia. These and other objects will become apparent 
10 by an examination of the detailed description and 
accompanying claims. 



BRIEF DESCRIPTION OF TEE DRAWINGS 

Figure 1 is a schematic representation of the 
strategy for multiplex amplification of the areas 

15 encompassing the most common /3-thalassemia mutations in 
Mediterraneans. Approximate locations of the five most 
common j3-thalassemia mutations are indicated (a) within the 
i5-globin gene. Multiplex amplification is accomplished using 
a common upstream primer O-CRPl) and a mixture selected from 

20 five normal and/or five mutant primers in each polymerase 
chain reaction. The size of expected PCR products in base 
pairs is also shown. 

Figure 2 shows PCR amplification of normal DNA 
using normal primers (lanes 2, A, 6, 8 and 10) or mutant 

25 primers for the same regions (lanes 3, 5, 7, 9 and 11). 
Multiplex amplification of four regions in normal DNA 
encompassing IVS-2 nt 1, codon 39, IVS-1 nt 110 and IVS-l nt 
6 with normal primers (lane 12) or mutant primers (lane 13) 
is also shown. Lanes 14 and 15 show the same pattern of 

30 multiplex allele-specif ic PCR using the IVS-1 nt 6 normal and 
mutant primers, respectively. PCR products are sized relative 
to markers generated from a Hae III digest of.(f>X174 Rf DNA 
(lane 1). Arrows show location of each PCR product using 
indicated primers. 

35 Figure 3 shows the detection of common 

Mediterranean )3-thalasseraia mutations by a multiplex 
amplification refractory mutation system. All amplifications 
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were done with either normal (N) or mutant (M) primer pairs 
corresponding to the IVS-1 nt 1, IVS-2 nt 1, codon 39, IVS-l 
nt 110 and IVS-1 nt 6 regions of the human )3-globin gene. 
Multiplex amplification was done using separate reactions 
5 containing a mixture of either normal or corresponding mutant 
primer pairs with normal genomic DNA (lanes 10, 11, and 12), 
DNA from a heterozygote for the IVS-2 nt 1 mutation (lanes 2 
and 3), DNA from a heterozygote for the IVS-1 nt 1 mutations 
(lanes 4 and 5) , DNA from a compound heterozygote for the 
10 codon 39 and IVS-1 nt 1 mutations (lanes 6 and 7), DNA from a 
compound heterozygote for -29 and codon 24 mutations (lanes 8 
and 9), respectively. PGR products are sized relative to 
markers generated from a Hae III digest of «X174 Rf DNA (lane 

!)• 

15 DETAILED DESCRIPTION OF TEE INVENTION 

Rapid, simple, non-radioactive methods for 
detection of mutations causing a disease such as jS- 
thalassemia are provided by the present invention. In some 
methods of the present invention, genomic DNA is obtained 

20 from a patient suspected of carrying a genetic mutation 

characteristic of a disease such as ^-thalassemia. Genomic 
DNA may be extracted by methods described by Poncz, et al.. 
Hemoglobin 6: 27-33 (1982) or with an automated extractor 
(Applied Biosystems, Inc., Foster City, CA) . Other methods 

25 for extraction of genomic DNA known to those skilled in the 
art are also encompassed by the present invention. 

More than 100 mutations have been defined which 
lead to aberrant expression of jS-globin gene in humans. 
Stamatoyannopoulos, G., et al., The Molecular Basis of Blood 

30 Disease (W.B. Sauders Co., Philadelphia PA 1987). Some of 
the most common, accounting for approximately 92% of the jS- 
thalassemia defects in the Mediterranean, are IVS-1 nt 1, 
rVS-l nt 6, IVS-1 nt 110, codon 39 and IVS-2 nt 1. 

A multiplex amplification refractory mutation 

35 system can be used to detect mutations such as the mutations 
described above by the appropriate choice of primers. In 



some embodiments of the present invention a primer strategy 
such as the strategy set forth in Figure 1 can be used to 
detect at least two /3-thalassemia mutations. Primers are 
designed so that the size of the resulting PGR products 
5 differ, thereby facilitating detection. Oligonucleotide 
primers of the present invention can be synthesized by 
procedures known to those skilled in the art such as by solid 
state phosphor amidite synthesis. 

In accordance with methods of the present invention 
10 at least two primer sets for detecting at least two mutations 
characteristic of a disease such as /3-thalassemia are 
selected. In some embodiments of the present invention foiir 
primer sets are selected useful for diagnosing four mutations 

characteristic of /3-thalassemia. In still further preferred 

'J 

15 embodiments of the present invention five primer sets are 
selected which are useful for detecting five mutations 
characteristic of /3-thalassemia. Each primer set is comprised 
of two primer pairs* A first primer pair is comprised of a 
3' primer specific for a normal allele. A second primer pair 

20 is comprised of a 3' primer specific for a mutant allele such 
as an allele specific for /3-thalassemia. A mismatched residue 
is incorporated at the third nucleotide in from the 3' 
nucleotide, Newton, et al.. Nucleic Acid Research XL^- ^^03 
(1989), in both normal and mutant 3' primers in order to 

25 ensure selective amplification. The 3' primers differ from 
each other only at their terminal 3' nucleotide. Thus, for 
example, the 3' nucleotide of the 3' primer of the first 
primer pair is substantially complementary to the nucleic 
acid sequence of a normal allele. The 3' nucleotide of the 3' 

30 primer of the second primer pair may be substantially 

complementary to the nucleic acid sequence of a jS -thalassemia 
mutation. Each 3' primer has a mismatched incorporated at 
the third nucleotide in from its 3' nucleotide. Each primer 
pair further comprises a common primer. Thus, the nucleic 

35 acid sequence of the common primer is the same for both 

primer pairs comprising a primer set. Under proper annealing 
temperatures and polymerase chain reaction conditions, these 
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primers pairs only direct amplification of their 
complementary allele. For example, normal genomic DNA will be 
amplified by the first primer pair which is specific for a 
normal allele. The second primer pair, specific for a mutant 
5 allele will not amplify genomic DNA from a normal patient. 

In some preferred embodiments of the present 
invention, each 3' specific primer is differentially labeled, 
resulting in differentially labeled PCR products. Any label 
known to those skilled in the art which can be easily 
10 differentiated clinically are encompassed by the present 
invention. For example, dyes known to those skilled in the 
art may be useful to distinguish PCR products based upon 
color differentiation. In preferred embodiments of the 
present invention fluorescent dyes such as FAK~ (blue) , JOfi~ 
15 (green) , TAMRA" (yellow) and ROX~ (red) (Applied Biosystems, 
Inc., Foster City, CA) may be used. Differential labels may 
be linked to oligonucleotide primers of the present invention 
by methods knovm to those skilled in the art, such as by 
linker molecules. Linker molecules useful in the present 
20 invention may be selected from any of a variety of linker 
molecules available to those skilled in the art, such as a 
reactive aminohexyl linker (Aminolink) . In other embodiments 
of the present invention differential label may be 
incorporated during synthesis of the oligonucleotide primers. 
25 In still other embodiments of the present invention, PCR 

products are labeled by differential recognition by a labeled 
probe or chemical moiety such as a rhodamine coupled 
antibody. For example, the specific primer for the IVS-1 nt 1 
mutant allele may be labeled with yellow dye and the IVS-1 nt 
30 1 normal allele labeled with blue dye. By detecting a yellow 
signal, one skilled in the art would be apprised that the 
patient has a IVS-1 nt 1 mutant allele. A blue signal would 
indicate a normal allele. 

Some primer sets useful in the present invention 
35 are set forth in Table I. 
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coordinates are given relative to the cap site (+1) of the 0- 
globin gene, with "N" indicating normal and "M" mutant 
primers, respectively. )8-CRPl refers to the common primer 
having a sequence common to both primer pairs. Bold letters 
5 identify 3' mutation and second base change at 3 nucleotides 
in from the 3' nucleotide. Picomoles (pM) of each primer used 
per primer pair is also indicated. Sequences are provided in 
the 5' to 3' direction. 

Other primer sets useful to detect a particular 
10 disease such as ^-thalassemia can be identified using methods 
known to those skilled in the art. The first member in each 
set is the specific primer for a normal allele, the second 
member of each set is the specific primer for the 
corresponding mutant allele, and the third member of each set 
15 is the common primer included in each primer pair. 

At least two mutant alleles can be detected 
simultaneously by methods of the present invention. It is 
encompassed by some embodiments of the present invention to 
perform two polymerase chain reactions per diagnosis. In one 
20 PCR reaction mixture, primer pairs for normal alleles from 
ea«=h primer set are used. In a second reaction mixture, all 
primer pairs for mutant alleles from each primer set are 
used. Thus each polymerase chain reaction in such a 
diagnostic test causes amplification of genomic DNA using 
25 either primers specific for mutant or normal alleles, i.e. 
half of each primer set per reaction, an entire primer set 
per diagnosis. Resulting PCR products are run in parallel on 
gels to detect the presence or absence of bands. For 
example, diagnosis of |3-thalassemia is accomplished in some 
30 embodiments of the present invention, by comparison of normal 
and mutant polymerase chain reaction products. Figure 3, for 
example, shows four, two PCR diagnoses using five primer sets 
each. In each diagnosis, one PCR reaction was performed with 
3' primers specific for normal alleles (lanes 2,4,6 and 8) 
35 and one PCR reaction was performed with primers specific for 
mutant alleles (lanes 3,5,7 and 9). PCR products run in 
parallel on a gel confirmed the following genotypes, a 
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heterozygote for the IVS-2 nt l mutation (comparison of lanes 
2 and 3) , heterozygote for the IVS-1 nt 1 mutation 
(comparison of lanes 4 and 5) , compound heterozygote for the 
codon 39 and IVS-1 nt 1 mutations (comparison of lanes 6 and 
5 7). Diagnosis, may be used in the context of the present 
invention to encompass a procedure whereby two or more primer 
sets are amplified and interpreted in order to determine the 
presence or absence of selected normal and mutant alleles in 
a particular genomic DNA sample. As has been exemplified 
10 above, a diagnosis may encompass one or more polymerase chain 
reactions . 

in preferred embodiments of the present invention 
both members of each primer pair of at least two primer sets 
are used simultaneously in a single polymerase chain reaction 

15 which is run on a single lane of a gel. Differential labels, 
as described above, are useful herein for distinguishing 
polymerase chain reaction products, especially those having 
similar mobilities. Thus PCR products can be distinguished 
by mobility and label. In addition, labels, such as 

20 fluorescent labels may be particularly amenable to automated 
methods . 

In some preferred embodiments of the present 
invention at least two of the primer sets provided in Table I 
are selected. It is still more preferred in some embodiments . 

25 of the present invention to select all of the primer sets of 
Table I. In some embodiments of the present invention the 
primer sets 1 (IVS-1 nt 1 N and M) , 3 (IVS-1 nt 110 N and M) , 
4 (Codon 39 N and M) and 5 (IVS-2 nt 1 N and M) are selected. 
In still other embodiments of the present invention the 

30 primer sets 1 (IVS-1 nt 1 N and M) , 3 (IVS-1 nt 110 N and M) 
and 4 (Codon 39 N and M) in accordance with some embodiments 
of the present invention. In still other embodiments of the 
present invention the primer sets 3 (IVS-1 nt 110 N and M) 
and 4 (Codon 39 N and M) are selected. 

35 Kits are also provided by the present invention 

comprising four dNTPs and at least two primer sets selected 
from the primer sets provided in Table I. 
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The following examples are illustrative, but should 
not be construed as limiting the present invention. 
EZAHFLES 
EXAMPLE 1 
5 DNA Samples 

DNA san?)les were obtained from normal controls and 
patients either homozygous or heterozygous for the common ^- 
thalassemia Mediterranean mutations. Genomic DNA was 
extracted using protocols previously described in Poncz, 

10 M.D., et al.. Hemoglobin £: 27-33 (1982) or with an automated 
extractor (ABI, Foster City, CA) . Genotypes were confirmed 
either by DNA sequence analysis using PCR based, cycle- 
sequencing approach employing laser-activated fluorescence- 
emission DNA sequencer; Tamary, et al., Amer. J. Hejnat. in 

15 press (1992); Trifillis, et al.. Blood 23.'- 3298 (1991); 

McBride, et al., Clin Chem 2£: 2196 (1989); or by denaturing 
gradient gel electrophoresis. Diazani, et al.. Genomics (in 
press), Losekoot, et al. , Br. J. Haematol 2&: 269 (1990). 



20 Primer synthesis 

Unlabelled oligonucleotide primers were prepared on 
a 380B DNA Synthesizer (ABI, Foster City, CA) by the 
phosphoramidite method at 0.2 mmol scale with (2-0-cyano- 
ethyD-phosphoramidites; Caruthers, M.H., et al., Methods in 
25 Enzymol, 154 *• 287-313 (1987); and were then purified. 
Oligonucleotide primers were prepared for fluorescent 
labeling following standard phosphoramidite chemistry 
preparation by attachment of a reactive aminohexyl linker 
group (AminolinX) to the 5' end of the primer. Draper, D. and 

30 L.E. Gold, Biochemistry 19: 1774-1781 (1980). Following 
cleavage from the solid support, and deprotection, each 
modified primer was then reacted with an N-hydroxyl 
succinimide ester derivative of a distinct dye. ABI 370 user 
bulletin (1989) . The dye labeled primer was then removed 

35 from excess reactants via high performance liquid 
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chromatography purification. Sequences of the 
oligonucleotide primers are as provided in Table I. 

EXAMPLE 3 

Polynerase Chain Reaction 

5 PCR was performed according to methods previously 

described by Saiki, R.K.. et al., Science .239 : 487-489 
(1988) . Reaction mixtures (25^1) contained lOOng of genomic 
DNA, 1.5 MM of each dNTP, the common primer and normal and/or 
mutant primers in a buffer containing 6.7nM MgClz, 16.6 mM 

10 (NFJjSOa, 5.0 MM ^ME, 6.8 mM EDTA, 67.0 nM Tris HCl pH 8.8, 
10% (v/v) DMSO. The mixture was heated at 95 -C for 5 minutes 
to denature the DNA, and then quickly chilled on ice. Tag 
DNA polymerase (1.5 U, Perkin Elmer, Norwalk, CT) was added 
before overlaying the samples with 25 Ml of mineral oil. The 

15 samples were then subjected to 30 cycles on a DNA thermal 

cycler (Perkin-Elmer Cetus, Norwalk, CT) with denaturation at 
95 -C for 1 minute, annealing at 60 'C for 1 minute, and 
extension at 72 •€ for 1 minute. The last cycle had a 5 
minute extension at 72«C. Approximately 15m1 of the PCR 

20 product were then analyzed following electrophoresis on a 3% 
(w/v) agarose (NuSieve GT6) gel. 



EXAMPLE 4 

selectivity of oligonucleotide Primers 

Differently sized PCR products were produced based 
25 upon the strategy illustrated in Figure l. Unlabelled normal 
and mutant PCR primers were synthesized so their terminal 3' 
nucleotide corresponds to either a normal or mutant sequence. 
An additional mismatched residue was also incorporated at 3 
nucleotides in from the 3' nucleotide, Newton, et al. , 
30 Nucleic Acid Research 12: 2503 (1989) , in both normal and 
mutant specific primers in order to ensurfe selective 
amplifications. Primers were tested with normal and available 
mutant DNA samples under stringent PCR conditions to ensure 
that selective amplification occurred with either normal or 
35 mutant primers. The strategy for multiplex generation of 
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differently sized PCR products was accomplished using a 

r^^^^^^^ Pri.er located at -10. .ase pairs upstre^^^^^^ 
..e .-.lo.in gene. Se^ence <^ f^^^^J^^^. 
the normal sequence. Poncz, et al., J. Biol, cn 
5 (1982) . Normal and mutant products were scored by the 
presence or absence of correctly sized bands following 
electrophoresis on agarose gel. PCR was performed xn 

accordance with Example 3. . 

S.par,t. avimeation. using normal primers for 

X„ „=. o, «» «ve regions in ncr«l DKX ^^-s ^^"'J' 
«cp.ct«l size (Figure 2, X».. 2,4,6,8 and lO) »o 
!!^ll£loation products were seen with the mutant primer set 
«^li£x=ation p Multiplex amplification of 

rFloure 2. lanes 3,Df/i=^ « -lo 

1 r!^on» in normal DNA encompassing nt 1. 

„ nt 1X0 and IVS-1 nt 6 with normal primers (lane 12, or 

«tant primers (lane 13, yields the ^^-^^f^,^^,^ 
pattern. 1-es 1. and 1= ^^^^^^^^ 
allele-specific PCR usxng the IVS-1 nr e nor« 
primers respectively. 



20 EZ&KFLE 5 

Diagnosis of /J-Thalassemia 

Different known ^-Thalassemia genotypes were used 
to test the accuracy of the method. Unlabeled -^-^ 
normal PCR products IVS-l nt 1 and IVS-l nt 6 -^^^^^^^^^ 
25 In size to be resolved using this multiplex method. Thus, xn 
Ird^ L test the primers four separate PCR reactions were 
Tetrormed in accordance with Example 3. -^^^^^^^^^ 
telted by doing two separate PCR reactions. Each reactxon 
tesrea y either four mutant or four 

contained the common prxmer and exther 

Tvq-1 nt 1. IVS-1 nt 110, codon 39 ana 

" zT::rrzz:::z:.:: «.e xvs-i nt ^ mutation. 

was done in two separate PCR reactions (with normal «^ 
mutant primer, . Data are sho«, in Figure 3 -'--^^''^ 
following genotypes, a heterozygote for the IVS-2 nt 1 
35 mutation (comparison of lanes 2 and 3, , heterozygote for the 
IVS-1 nt X mutation (comparison of lanes . and 5, , compound 
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heterozygote for the codon 39 and IVS-1 nt 1 mutations 
(comparison of lanes 6 and 7). 

EXAMPLE 7 

Diagnosis of Five Cosimon jS-Thalassemia Mutations using 
5 Fluorescently Labeled Primers 

Diagnosis is carried out as provided in Example 5, 
except that both normal and mutant allele primers are 
combined in a single PCR reaction mixture. Each reaction 
contains the common primer and five mutant and five normal 

10 primers for the IVS-1 nt 1, IVS-2 nt 1, IVS-1 nt 6, codon 39 
and IVS-1 nt 110 regions of the human jS-globin gene. Primers 
are labeled as follows: IVS-1 nt 1-N (blue), IVS-1 nt 1-M 
(green), IVS-1 nt 6-N (yellow), IVS-1 nt 6-M (red) , IVS-1 nt 
110-N (blue) , IVS-1 nt 110-M (green) Codon 39-N (yellow) , 

15 Codon 39-M (red) , IVS-2 nt 1-N (blue) , IVS-2 nt 1-M (green) . 
A fluorescently labeled marker lane in run in a separate lane 
to facilitate sizing PCR products. The PCR product is then 
analyzed following electrophoresis on a 3% (w/v) agarose 
(NuSieve 6TG) gel using a multi-line argon ion laser such as 

20 a GENE SCANNER™ (Applied Biosysteras, Inc. Foster City, CA) to 
detect the fluorescently labeled PCR products. Multicolored 
bands indicate heterozygosity for an allele, while single 
colored bands indicate homozygosity for an allele. 
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What is claimed is: 

1. A method ct dUgnosl-g S-thaUsseala 

c<»pri.l»9 the steps ol: .uepeoted of 

Obtaining geno».c °«*J^°^ J,,, phenotype 
5 carrying a genetic mutation characters 

^-thalassemia; ^^^^ detecting at 

selecting ^^^^^ j^J^ ^ p.thala=s«>i., «ich set 
least two mutations /^i^^ p,i™.r pair 

^l„g comprisea - - f^;,^/^^;.:^; .Jele. and a 
10 comprising a specific primer^ .^^^^ primer for a mutant 

second --^ra X a ^^"^ -"^^ 

allele, each pair furtner f „,^^-,_e chain reaction 

detecting two or «^ ^^^^^ paction 

^a^istic of the Ph««t„. ^-thalassemia. 

J. The method of claim 1 
primer sets are selected. 

3. The method Of clalM 1 Wherein at least five 

primer sets are selected. 

4 The method of claim 1 "herein the step of 

selecting least two '^ff sITi^^^is 

selecting primer sets in which each specific p 

25 differentially labeled. 

5 The method of claim 4 wherein the step of 
-v,>f„ reaction further comprises 
performing a P-^'f-^^^^^^^^rf.erentially labeled prl^r 
using said genomic DNA and aii a J- 

sets simultaneously. 

6 The method of claim 1 wherein the step of 
30 .- ^^ipctinq primer sets comprising 

selecting further comprises selecting pri 
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a first, second and third member, the first member being a 
specific primer for a normal allele, the second member being 
a specific primer for a mutant allele, and the third member 
being a common allele from the group consisting of: 

5 IVS-1 ntl-N TTAAACCTGTCTTGTAACCTTGATACGAAC (SEQ ID NO: 1) , 
IVS-1 ntl-M TTAAACCTGTCTTGTAACCTTGATACGAAT (SEQ ID NO: 2), 
and /S-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); 

IVS-1 nt6-N TCTCCTTAAACCTGTCTTGTAACCTTCATA (SEQ ID NO: 4), 
IVS-1 nt6-M TCTCCTTAAACCTGTCTTGTAACCTTCATG (SEQ ID NO: 5), 
10 and 0-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); 

IVS-1 ntllO-N ACCAGCAGCCTAAGGGTGGGAAAATAGTCC (SEQ ID NO: 6), 
IVS-1 ntllO-M ACCAGCAGCCTAAGGGTGGGAAAATAGTCT (SEQ ID NO: 7) , 
and i3-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

Codon 39-N CAGATCCCCAAAGGACTCAAAGAACCTGTG (SEQ ID NO: 8) , 
15 Codon 39-H CAGATCCCCAAAGGACTCAAAGAACCTGTA (SEQ ID NO: 9), 
and ^-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); and 

IVS-2 nt 1-N AAGAAAACATCAAGGGTCCCATAGACTGAC (SEQ ID NO: 10), 
IVS-2 nt 1-M AAGAAAACATCAAGGGTCCCATAGACTGAT (SEQ ID NO: 11), 
and /3-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3). 



20 7. The method of claim 1 wherein the polymerase 

chain reaction is performed by using said genomic DNA and the 
primer sets: 

rVS-l ntl-N TTAAACCTGTCTTGTAACCTTGATACGAAC (SEQ ID NO: 1) , 
IVS-1 ntl-M TTAAACCTGTCTTGTAACCTTGATACGAAT (SEQ ID NO: 2), 
25 and /J-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

IVS-1 nt6-N TCTCCTTAAACCTGTCTTGTAACCTTCATA (SEQ ID NO: 4), 
IVS-1 nt6-M TCTCCTTAAACCTGTCTTGTAACCTTCATG (SEQ ID NO: 5) , 
and j3-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

IVS-1 ntllO-N ACCAGCAGCCTAAGGGTGGGAAAATAGTCC (SEQ ID NO: 6), 
30 IVS-1 ntllO-M ACCAGCAGCCTAAGGGTGGGAAAATAGTCT (SEQ ID NO: 7), 
and /5-CRPl ACCTCACCCTGTiSGAGCCAC (SEQ ID NO: 3) ; 

Codon 39-N CAGATCCCCAAAGGACTCAAAGAACCTGTG (SEQ ID NO: 8), 
Codon 39-M CAGATCCCCAAAGGACTCAAAGAACCTGTA (SEQ ID NO: 9), 
and jS-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); and 

35 IVS-2 nt 1-N AAGAAAACATCAAGGGTCCCATAGACTGAC (SEQ ID NO: 10), 
IVS-2 nt 1-M AAGAAAACATCAAGGGTCCCATAGACTGAT (SEQ ID NO: 11) , 
and j3-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3). 

each of said primer sets being comprised of a first, second 
and third member, the first member being a specific primer 
40 for a normal allele, the second member being a specific 
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primer for a mutant allele, and the third member being a 
conmion allele. 

8. The method of claim 7 wherein the polymerase 
Chain reaction is performed by using said genomic DHA and 
5 said primer sets, the said first and second members of each 
primer set further being differentially labelled. 

9 The method of claim 8 wherein the polymerase 
chain reaction is performed by using said genomic DNA and all 
differentially labeled primer sets simultaneously. 

10. The method of claim 1 wherein the polymerase 
chain reaction is performed by using said genomic DHA and the 
primer sets : . 

^S'J-SJI m^cSgtgssgccac (ses id ho: 3) , 

'^IJ^I S??S?cSS?SSsCCAC (SEQ ID ho: 3) ,• and 

AAGAAAACATCAAGGGTCCC* 
AAGAAAACATCAAGGGTCCCI 
25 and /5-CRPl ACCTCACCCTGTGGAGCCAC 

each of said primer sets being comprised of a first, second 
and third member, the first member being a specifxc prxmer 
for a normal allele, the second member being a specific 
primer for a mutant allele, and the third member being a 
30 common allele. 

11. The method of claim 10 wherein the polymerase 
chain reaction is performed by using said genomic DNA and 
said primer sets, the said first and second members of each 
primer set further being differentially labelled. 
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12. The method of claim 11 wherein the polymerase 
chain reaction is performed by using said genomic DNA and all 
differentially labeled primer sets simultaneously. 

13. The method of claim 1 wherein the polymerase 

5 chain reaction is performed by using said genomic DNA and the 
primer sets: 

IVS-1 ntl-N TTAAACCTGTCTTGTAACCTTGATACGAAC (SEQ ID NO: 1), 
IVS-1 ntl-M TTAAACCTGTCTTGTAACCTTGATACGAAT (SEQ ID NO: 2) , 
and j5-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

iO IVS-1 ntllO-N ACCAGCAGCCTAAGGGTGGGAAAATAGTCC (SEQ ID NO: 6), 
IV5-1 ntllO-M ACCAGCAGCCTAAGGGTGGGAAAATAGTCT (SEQ ID NO: 7) , 
and ^-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; and 

Codon 39-N CAGATCCCCAAAGGACTCAAAGAACCTGTG (SEQ ID NO: 8), 
15 Codon 39-M CAGATCCCCAAAGGACTCAAAGAACCTGTA (SEQ ID NO: 9) , 
and /8-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) . 

each of said primer sets being comprised of a first, second 
and third member, the first member being a specific primer 
for a normal allele, the second member being a specific 
20 primer for a mutant allele, and the third member being a 
common allele. 

14. The method of claim 13 wherein the polymerase 
chain reaction is performed by using said genomic DNA and 
said primer sets, the said first and second members of each 

25 primer set further being differentially labelled. 

15. The method of claim 14 wherein the polymerase 
chain reaction is performed by using said genomic DNA and all 
differentially labeled primer sets simultaneously. 

16. The method of claim l wherein the polymerase 

30 chain reaction is performed by using said genomic DNA and the 
primer sets: 

IVS-1 ntllO-N ACCAGCAGCCTAAGGGTGGGAAAATAGTCC (SEQ ID NO: 6), 
IVS-1 ntllO-M ACCAGCAGCCTAAGGGTGGGAAAATAGTCT (SEQ ID NO: 7), 
and j3-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); and 

35 Codon 39-N CAGATCCCCAAAGGACTCAAAGAACCTGTG (SEQ ID NO: 8), 
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Codon 39-M CAGATCCCCAAAGGACTCAAAGAACCTGTA (SEQ ID NO: 9) , 
aSd ?-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3). 

each Of said primer sets being comprised of a first, second 
and third member, the first member being a specific primer 
5 for a normal allele, the second member being a specific 
primer for a mutant allele, and the third member being a 
conunon allele. 

17. The method of claim 16 wherein the polymerase 
chain reaction is performed by using said genomic DNA and 
10 said primer sets, the said first and second members of each 
primer set further being differentially labelled. 
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18. The method of claim 17 wherein the polymerase 
chain reaction is performed by using said genomic DNA and all 
differentially labeled primer sets simultaneously. 

19. A kit comprising four dNTPs and at least two 
primer sets selected from the group consisting of: 
TVS-l ntl-H TTAAACCTGTCTTGTAACCTTGATACGAAC (SEQ ID NO: 1) , 

Stl-M TTAAACCTGTCTTGTAACCTTGATACGAAT (SEQ ID NO: 2) , 
and ^-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

TVS-l nt6-N TCTCCTTAAACCTGTCTTGTAACCTTCATA (SEQ ID NO: 4) , 
wl-i lll'l TCTCCTTAAACCTGTCTTGTAACCTTCATG (SEQ ID NO: 5) , 
and J-CPPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); 

TV«5-1 ntllO-N ACCAGCAGCCTAAGGGTGGGAAAATAGTCC (SEQ ID NO: 6) , 
^ti. n^iiS-M ACCAGCAGCCTAAGGGTGGGAAAATAGTCT (SEQ ID NO: 7) , 
25 and ^-CKPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3) ; 

codon 39-N CAGATCCCCAAAGGACTCAAAGAACCTGTG (SEQ ID NO: 8) , 
CodoS 39-M CAGATCCCCAAAGGACTCAAAGAACCTGTA (SEQ ID NO: 9) , 
and ?-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3); and 

TVS-2 nt 1-N AAGAAAACATCAAGGGTCCCATAGACTGAC (SEQ ID NO: 10) , 
30 ^VS-2 S 1-M AAGAAAACATCAAGGGTCCCATAGACTGAT (SEQ ID NO: 11), 
and ^-CRPl ACCTCACCCTGTGGAGCCAC (SEQ ID NO: 3). 
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20. A method of diagnosing a disease characterized 
by multiple allelic mutations comprising the steps of: 

obtaining genomic DNA from a patient suspected of 
carrying a genetic mutation characteristic of the disease; 
5 selecting at least two primer sets for detecting at 

least two mutations characteristic of the disease, each set 
being comprised of a first primer pair comprising a specific 
primer for a normal allele, a second primer pair comprising a 
specific primer for a mutant allele, each specific primer 
10 being differentially labeled, each pair further comprising a 

coiomon primer; 

performing a polymerase chain reaction by using 
said genomic DNA and said at least two primer sets whereby 
primer pairs comprising a specific primer for a normal allele 
15 are used simultaneously and primer pairs comprising a 

specific primer for a mutant allele are used simultaneously; 
and 

detecting one or more polymerase chain reaction 
products wherein detection of a polymerase chain reaction 
20 product of a specific primer for a mutant allele indicates 
the likelihood that said patient carries a mutation 
characteristic of the disease. 

21. The method of claim 20 wherein at least 4 
primer sets are selected. 

25 22. The method of claim 20 wherein at least 5 

primer sets are selected. 

23. The method of claim 20 wherein the step of 
selecting at least two primer sets further comprises 
selecting primer sets in which each specific primer is 
30 differentially labelled. 



24. The method of claim 23 wherein the step of 
performing a polymerase chain reaction further comprises 
using said primer sets simultaneously. 



1/2 




SUBSTITUTE SHEET 



wo 93/ 181 7K 



l'Cr/lJS93/02260 



1 2 3 4 5 6 7 8 9 10 11 12 1314 15 




FIG.3 



SUBSTITUTE SHEET 



{NTERNAtluNAl lEr\KL-S REPOS'f a..teiiauunfll iippUcaUon No. 

PCT/US93/02260 



A. CL<\SSinCATION OF SUBJECT MATTER 

!PC(5) :C12P 19/34; C07H 21/04 
US CL :435/91; 536/24.33 
According to Intenutional Pbtent ClasBificatson QPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbob) 
U.S. : 435/6. 91; 536/24.3, 24.33; 935/76. 77. 78 



Documentation searched other than mifwnum doeumentation to the extent that such documents are ineluded in the fields searched 



Electfonic data base consuhed during the international search (name of data base and, where practicable, search terau used) 
APS, CA, BIOSIS. MEDLINE 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Ciution of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


Y 


Proc. Natl. Acad. Sd., Volume 86, issued April 1989, (U.S.A), 
D. Y. Wu et al., •Allele-Specific Enzymatic Amplification of Beta- 
globin Genomic DNA for Diagnosis of Sickle Cell Anemia", pages 
2757-2760, see page 2758 and Figure 1. 


1-18, 20-24 


Y 


Genomics, Volume 7, issued 1990, R.A. Gibbs et al., "Multiplex 
DNA Deletion Detection and Exon Sequencing of ttie Hypoxanttiine 
Phosphoribosyltransferase Gene in Lesch-Nyhan Families**, pages 
235-244, see page 236. 


1-18, 20-24 



fxl Fufther documeaU are listed In the continuation of Box C. See patent fiunily annex. 



•A- 

•E- 

f 

•o* 
•r 



loftbenivUckiiMi 

liter ariBnukHil 61iBg 
«a prioriqf cftiMi) or 



ciifld 10 eitibUiih the |wihliflio« 
' MOD (w ipectfied) 

I Rforing lo u onl dbdoaure, um. cihtbidaa or other 



•r 



•X* 



.y. 



lod aot iaconflNtwilb IfaBiipplictfiaBtaalBd toondoMd i» 
pffaapleor fteoiy l a doriyiaatbo ■viioa 

orcaoDoi' 



docomeot of puiieiiW relcvMieB; ibe 
cootidered lo woIvid m ■tveslnfc itap wim die 
combiaed with 000 or note other iBcb ' 
benf obvious to ■ pcfioo ikiUed b die vt 



documeniptihHthid prior toll 
the pnonty ditc duoed 



llUiat^ 



of the • 



fimiiy 



Date of the actual completion of the international seaich 

22 April 1993 


Date of mailing of the JnKmational search report 


Name and mailing address of the ISAAJS 
Comnuuioner of ^lenU and Tndenariea 
Box PCT 

Waehingtoa, D.C. 20231 
FaesimUeNo. NOT APPLICABLE 


AuU^orucdofGccrj^^ ^ ^ 

PAUL B. TRAN, PH.D. J J {/ 
Telephone No. r703) 308^196 



Form PCrnSATlXO (second iheet)(July 1992)* 



D^ERNATIONAL SEARCH REPORT 



InUnutional application No. 
pCTnJS93/02260 



C (f:ontino.tion). DOCUMENTS CONSIDERED TO BE RELEVANT 



Ciution of document, with mdicalion. when» appropriale. of the relevant pasaaec 

I British Journal of Haemotology, Volume 78, issued 1991, N.Y. 
Vaiawalla et al., "The Spectrum of Beta-thalassaemia Mutations 
on the Indian Subcontinent: the Basis for Prenatal Diagnosis , 
pages 242-247, see page 243 and Table 1. 

Genomics. Volume 2. issued 1988. M.H. Stolnick et^.. 
-Simultaneous Analysis of Multiple Polymorphic Loa Usmg 
Amplified Sequence Polymorphisms (ASPs)", pages 273-279, see 
entire document 



Rdevut to claim No. 
1-24 



1-18, 20-24 




Fonn PCTnSA/210 (continuation of second slieetXiuly 1992)* 



